INTRODUCTION
The T cell-proliferative response to autologous non-T cells is termed the autologous mixed lymphocyte reaction (AMLR)' (1, 2) . The AMLR has been shown to bear the characteristics of a specific immune response (3) , and to generate immunoregulatory cells or factors (4) (5) (6) (7) . Such observations have led to the assumption that the AMLR may be an important pathway for the activation of regulatory and effector mechanisms. This assumption has been further strengthened by observations ofan abnormal AMLR in diseases with associated dysfunction of the immune system (8) (9) (10) .
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METHODS
Peripheral blood mononuclear cell (PBMC) subpopulations. PBMC were isolated and fractionated as described previously (13) . Briefly, PBMC were isolated from buffy coats obtained from healthy blood donors by gradient centrifugation on lymphocyte separation medium (LSM, Litton Bionetics, Kensington, Md.). The cells were then incubated on precoated plastic petri dishes (Falcon Labware, Div. of Becton, Dickinson & Co., Oxnard, Calif.) in complete medium (13) . The nonadherent cells were harvested, adjusted to 10-15 x 106 cells/ml in RPMI 1640 medium, and mixed with an equal volume of 5% sheep erythrocytes. This mixture was layered onto lymphocyte separation medium and centrifuged for 30 min at room temperature for separation of T and (B + null) cells (13) . After lysis of sheep erythrocytes with ammonium chloride buffer (National Institutes of Health Media Unit), the cells were washed twice with Hanks' balanced salt solution. Adherent cells, MO, were harvested from the plastic petri dishes with the aid of a rubber policeman and vigorous pipetting.
Purification of T cell subsets was performed using the monoclonal antibodies OKT4 and OKT8 (Ortho Pharmaceutical Corp., Raritan, N. J.). OKT4 binds to the inducer cell subset, OKT8 to the suppressor/cytotoxic cell subset (11, 12) . The method was analogous to one described by Thomas et al. (14) . Briefly, 10 x 106 T cells/ml RPMI were incubated with an equal volume of a 1:40 dilution of OKT4 or OKT8 antibody (previously dialyzed against Hanks' balanced salt solution) for 1 h at room temperature. Selected, prescreened rabbit complement (N. L. Cappel Laboratories Inc., Cochranville, Pa.) was added and the incubation continued for an additional hour at 37°C. The cells were washed, resuspended in RPMI, and the procedure repeated. To assess the completeness of killing, the residual cells were analyzed using the anti-leu 2a and anti-leu 3a reagents (Becton, Dickinson & Co., Mountain View, Calif.), which identify the same T cell subsets as OKT8 and OKT4, respectively (12, 15) . As analyzed by flow cytometry (FACS II, Becton, Dickinson & Co.), the OKT8 + C pretreated population yielded >90% Leu 3a-positive (inducer) cells and <5% Leu 2a-positive (suppressor/cytotoxic) cells; treatment with OKT4 + C yielded >90% Leu 2a+ cells and <5% Leu 3a+ cells. In all functional experiments, T cells pretreated with C alone, were used as controls; these cells contained normal percentages of both Leu 2a-and Leu 3a-positive cells. For simplicity, control T cells will be referred to as T cells, OKT8 + C treated cells as T4+ cells, and OKT4 + C treated cells as T8+ cells.
Autologous Mixed Lymphocyte Reaction. Standard AMLR (13) Preparation of and assay for IL-2. PBMC obtained from human buffy coats were cultured in RPMI 1640 under serumfree conditions in the presence of 5 ng/ml phorbol myristic acetate (Sigma Chemical Co., St. Louis, Mo.) and 10,ug/ml of concanavalin A (Calbiochem-Behring Corp., American Hoechst Corp., San Diego, Calif.). After incubation for 48 h at 37°C in a 5% CO2 atmosphere, the supernatants were harvested and assayed for IL-2 activity as described previously (16) . In the present experiments, IL-2 was used at a final concentration of 10 U/ml. At this concentration, no mitogenic activity of the supematant was detected. AMLR supernatants were assayed for IL-2 as described (16) .
RESULTS
Purified T4+ but not T8+ cells proliferate in the AMLR. When T4+ cells were incubated with autologous (B + null) cells, their AMLR-proliferative response was comparable to that observed with unseparated T cells. In contrast to the T4+ cells, purified T8+ cells proliferated only minimally in the AMLR (Fig. 1) (Fig. 2) tion (<800 cpm). Moreover, the optimal proliferation in AMLR cultures containing IL-2 occurred on day 7 (with minimal proliferation on day 3). The IL-2 had no effect when added to AMLR cultures containing either T cells or T4+ cells; however, when T8+ cells were cultured with autologous (B + null) cells in the presence of IL-2, a highly significant increase in proliferation was observed (Fig. 3) . This experiment was repeated twice with the same results. Moreover, similar results were seen when MO were used as stimulator cells (data not shown). Thus, T8+ cells are not unresponsive to autologous non-T cells, but they require the presence of "helper" factors in order to proliferate in the AMLR.
IL-2 production by T cell subsets. IL-2 production after 5 d of culture was assessed for unseparated T cells, T4+ cells, and T8+ cells stimulated with mitomycin C-treated (B + null) cells. The IL-2 production U/ml was 6-+-, 15+2, and 1+1 for tipseparated (8) (9) (10) ) may lead to a better understanding of the cellular bases for immune abnormalities in those disorders.
